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and requires new protein synthesis.  Similarly,
Taken together, the 
observations further support the idea that HU is affecting a broad range of metabolic processes in the 
cell.  
processing of hydroxyurea by the endogenous catalases (katE and katG) of E. 
coli produces the nitric oxide intermediates responsible for hydroxyurea toxicity in plates, similar to 
what is observed in vitro and in Arabidopsis (51, 52). Inactivation of both classes of catalases, prevents 
this processing and efficiently suppresses the hypersensitivity of recA mutants to hydroxyurea in plates 
(Figure S2A).  Importantly however, the time of replication recovery in the presence of fresh 
hydroxyurea is unaffected by the absence of catalases, even in a recA mutant (Figure S2B). The results 
strongly argue that free radical DNA damage is not associated with the observed transient inhibition of 
replication after hydroxyurea.  To determine whether the restoration of DNA synthesis requires 
transcription or protein synthesis, we examined whether the recovery would occur in the presence of 
either rifampicin or chloramphenicol, which inhibit transcription and translation, respectively.  As 
shown in Figure S3, DNA synthesis appears to begin to recover in the absence of either transcription or 
new protein synthesis.  However, since new rounds of DNA replication from oriC also require 
transcription and translation, the rate of DNA synthesis declines rapidly in both mock-treated samples 
in the presence of either rifampicin or chloramphenicol.  Thus, we cannot rule out the possibility that 
new protein synthesis is not required to observe a complete recovery of DNA synthesis in the presence 
of hydroxyurea.

Taken together, these observations indicate that, in E. coli, one cannot assume 
that hydroxyurea treatment will result in a prolonged block to replication, even when used at high 
concentrations
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